White-spotted flower chafer (Protaetia brevitarsis) is an edible insect and its larva was used as a traditional Asian medicine. It's a promising material as a novel food source because of its nutritional components. In this study, as part of the preclinical toxicity program, we evaluated the toxicity of freeze-dried P. brevitarsis larva powder to develop a novel food material. In a single-dose oral toxicity study in rats, there were no changes in mortality, clinical observations, and body weight in rats administered 5000 mg/kg P. brevitarsis larva powder. In a 13-week oral repeated dose toxicity study in rats, there were no adverse effects or changes in mortality, clinical observations, body weight, food consumption, ophthalmology, clinical pathology, necropsy, organ weight, and histopathology at doses of 300, 1000, and 3000 mg/kg/day. In identification of allergic reactions, P. brevitarsis larva powder induced no increases of serum immunoglobulin E and histamine concentrations over 13 weeks of oral administration in rats. In a genotoxicity assessment, P. brevitarsis larva powder didn't provoke bacterial reverse mutations, chromosomal aberrations, and micronucleated reticulocytes. Therefore, freeze-dried P. brevitarsis larva powder shows no evidence of toxic and mutagenic changes under the experimental conditions of the present in vitro and in vivo studies.
Introduction
White-spotted flower chafer (Protaetia brevitarsis) is a large beetle belonging to the subfamily Cetoniinae that inhabits East Asia and Europe. Dried or fried P. brevitarsis larvae were used widely as a traditional Asian medicine for hepatic disorders, and some studies actually have confirmed that they show liver-protective effects in mice and rats [1, 2] . Furthermore, peptides purified from P. brevitarsis larva have shown antibacterial activities against gram-negative and gram-positive bacteria [3] , while the extracts have shown antioxidant activities [4] .
It has been proven that there are rich and excellent sources of important nutrients in P. brevitarsis larva. In a nutritional composition analysis of P. brevitarsis larva powder, the content of crude protein, fat, fiber, and ash from the third instar larval stage is 58%, 17%, 5%, and 8%, respectively, and it has 18% essential and 34% non-essential amino acids. Moreover, P. brevitarsis larva contains 61% unsaturated fatty acids as oleic acid among all fatty acids [5] . On this basis, P. brevitarsis larva shows promise as a novel food source providing positive nutritional benefits and attracts many scientists to identify the potential efficacy and safety of P. brevitarsis larva. Also, to be recognized as a food source, it is necessary to conduct the genotoxicity and acute and subchronic toxicity assessments required by the Korean government.
A 28-day oral repeated dose toxicity study of P. brevitarsis larva powder in Sprague-Dawley (SD) rats showed a lower body weight gain in females of the low and middle-dose groups, but no evidence of adverse changes after four weeks of oral gavage up to doses of 3000 mg/ kg/day, the maximum feasible dose [6] . However, since the study was conducted to inform dose selection for subsequent 13- week study, there is still insufficient background information on the genotoxicity and oral toxicity of P. brevitarsis larva after long-term exposures. In terms of their promising prospects in supporting human health, additional reliable toxicity investigations are warranted to ensure their safety.
Therefore, the objective of this study was to characterize the singledose and 13-week oral repeated dose toxicity of P. brevitarsis larva powder in SD rats and evaluate their genotoxicity based on the in vitro chromosome aberration test, in vivo micronucleus test, and bacterial reverse mutation test, as part of the preclinical toxicity program to develop a novel food material.
The toxicity studies were conducted in accordance with the Good Laboratory Practice of the Korean Ministry of Food and Drug Safety (MFDS) and the Organization for Economic Cooperation and Development (OECD). All studies were conducted under the MFDS and OECD test guidelines. The animal procedures were reviewed by the Institutional Animal Care and Use Committee of the Korea Institute of Toxicology, accredited by the Association for Assessment and Accreditation of Laboratory Animal Care International.
Materials and methods

Materials
The third instar larval stage of P. brevitarsis larvae (Smurf Bugs Country Farm, Republic of Korea) was freeze-dried at −80°C, ground into powder, and sterilized at 115°C and 0.9 kgf/cm 2 for 5 min by World Way Co. (Republic of Korea). The powder was absent of food poisoning pathogens including heavy metals, bacteria, and fungi ( Table 1 ) except for a small amount of mercury (0.1 ± 0.042 mg/kg) which complied with the standards and specifications of the Korean Food Standards Codex [5, 7] . The general components of P. brevitarsis larva powder are presented in Table 2 .
Formulation and analysis
P. brevitarsis larva powder was suspended in distilled water to reach the target concentrations. The dosing formulations were prepared daily and continuously stirred by magnetic stirrer. For a concentration analysis, oleic acid was chosen as a representative marker since it was the primary fatty acid in the larva of P. brevitarsis [8] . In the analysis results using gas chromatography (GC-2010 Plus, Shimadzu, Japan), the formulations in the range 30-300 mg/mL have shown to be homogeneous and stable for at least 24 h at room temperature and 3 days at refrigeration. The concentrations of the dosing formulations were 100.0-105.2% and 98.8-100.6% on the dosing start date (Day 1) and last week (Week 13), respectively.
Animals and maintenance
Specific pathogen-free SD rats (Crl:CD) and ICR mice (CrljOri:CD1) were purchased from Orient Bio Co. (Republic of Korea). Rats and mice were housed 2 animals per cage in stainless steel wire cages and polycarbonate cages with aspen bedding, respectively. Sterilized tap water and rodent pellet diet (PMI Nutrition International, USA) were supplied ad libitum. The animals were housed in appropriate environmental conditions (22 ± 3°C, 30-70% relative humidity, 12-h light/ dark cycle at 150-300 lux, 10-20 air ventilations/h). All procedures in this study were in compliance with the Animal Welfare Act and Guide for the Care and Use of Laboratory Animals by the Institute for Laboratory Animal Research.
Single-dose oral toxicity study
Experimental design
This study was designed to evaluate a maximum tolerated dose (MTD) determined by acute toxicity study in accordance with OECD Guideline No. 423 (December 17, 2001) . As per the guideline, three female rats aged eight weeks were selected for the test group receiving a single dose of 5000 mg/kg. Following about 17 h of fasting, the animals received P. brevitarsis larva powder once orally (20 mL/kg). The endpoints included clinical signs, body weight change, and macroscopic observations.
Clinical observation and body weight
All test animals were observed clinically five times on the dosing day (pre-dosing, 0.5, 1, 2, 3, and 4 h post-dosing) and daily thereafter for a total of 15 days. Individual body weight measurements were performed on days 1, 2, 4, 8, and 15.
Gross findings
A complete necropsy examination was performed after anesthesia by CO 2 inhalation and euthanasia by exsanguination on all animals.
13-week oral repeated dose toxicity study
Experimental design
This study was conducted to investigate potential subchronic toxicities including hypersensitivity. Male and female rats aged six weeks were assigned to one of four groups (ten animals/sex/group) at doses of 0, 300, 1000, or 3000 mg/kg/day. The high dose was selected based on the ICH guideline M3(R2). The reversibility of any observed toxicity was assessed in a subset of additional rats (five animals/sex/group at 0 and 3000 mg/kg/day) assigned to a four-week recovery.
The doses were selected based on the results of a 28-day repeated oral administration study [6] . P. brevitarsis larva powder was administered orally once daily for 13 weeks (10 mL/kg) in accordance with OECD Guideline No. 408 (September 21, 1998). The endpoints included clinical observation, body weight, food consumption, ophthalmology, hematology, coagulation, clinical chemistry, urinalysis, organ weight measurement, and macro/microscopic examinations. In addition, immunoglobulin E (IgE) and histamine analyses were conducted to assess the potential allergenicity.
Clinical observation, body weight, food consumption, and ophthalmologic examination
Clinical observations were performed twice daily throughout the study period. In addition, detailed clinical observations were conducted 2.5.3.3. Urinalysis. Before termination, urine was collected overnight using metabolic cages. Food was withdrawn, but water was supplied. Volume, color, clarity, pH, specific gravity, urobilinogen, bilirubin, protein, nitrite, glucose, ketone, and erythrocyte levels were analyzed with a Cobas U411 urine analyzer and Combur 10 urine sticks (Roche, Germany). Moreover, microscopic examination was conducted for epithelial cell, red blood cell, white blood cell, and urine cast.
Gross finding, organ weight, and microscopic examination
After anesthesia with isoflurane and euthanasia by exsanguination, the complete necropsy examination was conducted on all animals, and the weights of the following organs were measured: brain, pituitary gland, liver, thymus, heart, spleen, seminal vesicles, salivary gland, prostate, adrenal glands, epididymides, testes, thyroid/parathyroid glands, lung, uterus, ovaries, and kidneys. Based on the absolute organ weight and body weight at necropsy, the relative weight (organ-to-body weight ratio) was calculated (data not shown).
All tissues from each animal were preserved with 10% neutral buffered formalin solution, except for the epididymides and testes. The epididymides and testes were fixed in Bouin's fixative for approximately 48 h and transferred to 70% ethanol. The preserved tissues were sectioned and stained with hematoxylin and eosin for the microscopic examination. The tissue slides from the vehicle control and high-dosage group were examined.
Allergic reaction
After termination, approximately 0.6 mL of blood for the allergic reaction analysis was collected and centrifuged (13, 200 rpm, 3 min, room temperature) to obtain serum. IgE and histamine concentrations were assessed with IgE (rat) and histamine enzyme-linked immunosorbent assay (ELISA) kits (Abnova Corporation, Taiwan), respectively. The data analysis was performed with SoftMax Pro (Ver. 5.4.1; Molecular Devices Corp., USA).
Statistical analysis
The homogeneity of variance for body weight, food consumption, clinical pathology, histamine and IgE was analyzed with Bartlett's test. Homogeneous data were analyzed with an analysis of variance (ANOVA), and the significance of the inter-group differences was analyzed with Dunnett's test. Heterogeneous data were examined with the Kruskal-Wallis test and Dunn's rank sum test for significant differences between the control and dosing groups.
For the comparison between the control and recovery groups, the data were analyzed with the F-test for the homogeneity of variance. Homogeneous data were assessed with the t-test, and significant differences between the control and recovery groups were analyzed with Dunnett's test. Heterogeneous data were analyzed with the Kruskal-Wallis Test and Dunn's rank sum test for significant differences between the control and recovery groups. The results of the comparison were indicated when the p values were less than 0.05 or 0.01.
2.6. Genotoxicity study 2.6.1. Bacterial reverse mutation test
The purpose of this test was to evaluate the mutagenic potential of P. brevitarsis larva powder in four histidine auxotroph strains of Salmonella typhimurium and one tryptophan auxotroph strain of Escherichia coli. The test was carried out using the plate incorporation methods described in OECD Guideline No. 471 (July 21, 1997) and the MFDS guideline (August 24, 2012). The potential of P. brevitarsis larva powder to induce reverse mutations was assessed using histidine-requiring Salmonella typhimurium TA98, TA100, TA1535, and TA1537 strains and the tryptophan-requiring E. coli WP2uvrA strain procured from Molecular Toxicology Inc. (USA) [9] . In the preceding dose range finding (DRF) test performed at doses of 8-5000 μg/plate, no antibacterial effects (i.e., cytotoxicity) were noted and precipitation of the test article was observed at concentrations of ≥40 μg/plate in all strains after the formulations were mixed in top agar and incubated for 48 h (data not shown).
Based on these results, at doses of 20.6, 61.7, 185.2, 555.6, 1666.7, and 5000 μg/plate, P. brevitarsis larva powder was incubated with the test strains in the presence or absence of a metabolic activator, S9 mixture, along with negative (distilled water) and positive controls containing 2-aminoanthrancene (2 μg/plate versus TA1535 with or without S9 mixture and 4 μg/plate versus WP2uvrA with S9 mixture), 9-aminoacridine (50 μg/plate versus TA1537 without S9 mixture), benzo(a)pyrene (2 μg/plate versus TA98 with or without S9 mixture and versus TA100 and TA1537 with S9 mixture), 2-nitrofluorene (2 μg/ plate versus TA98 without S9 mixture), 4-nitroquinoline N-oxide (0.5 μg/plate versus WP2uvrA without S9 mixture), and sodium azide (0.5 μg/plate versus TA100 and TA1535 without S9 mixture) at 37°C for 48 h, and the number of revertant colonies was counted with the naked eye.
In vitro chromosome aberration test in Chinese hamster lung cells
The test was conducted in Chinese hamster lung (CHL) cells (ATCC, USA) to evaluate potential structural chromosomal aberrations of P. brevitarsis larva powder in accordance with OECD Guideline No. 473 (July 21, 1997) and the MFDS guideline (August 24, 2012). The specific test procedure was performed based on the published methods [10, 11] .
In the preceding DRF test performed at doses of 19.5-5000 μg/mL, the precipitation or turbidity/precipitation of the test article were observed at all concentrations after 6 and 22 h of treatment in the absence of S9 mixture and over 78.1 μg/mL after 6 h of treatment in the presence of S9 mixture at the beginning and end of the treatment (data not shown).
Based on the DRF results, high doses of the main test were selected at 80 μg/mL in the presence of S9 mixture and 20 μg/mL in the absence of S9 mixture over short (6 h) and continuous (24 h) treatments. After air-drying and Giemsa-staining in Gurr buffer, slides with CHL cells were microscopically examined according to the JEMS-MMS [12] . Chromosomal aberrations were evaluated in 100 well-spread metaphases, each containing 23-27 chromosomes, and additional 100 metaphases were examined to determine the frequency of diploid (DP), polyploid (PP, ≥37 chromosomes), and endoreduplication (ER). The slide scoring results were expressed as the number of aberrant metaphases and total aberrations/100 metaphases.
In vivo micronucleus test in mice
The in vivo micronucleus test was conducted to investigate micronucleus caused by a consequence of chromosomal damage in accordance with OECD Guideline No. 474 (July 21, 1997) and the MFDS guideline (August 24, 2012). P. brevitarsis larva powder was administrated orally once daily for two days to male and female mice aged seven weeks at doses of 0, 500, 1000, and 2000 mg/kg/day (6 animals/ sex/group, 10 mL/kg). In addition, cyclophosphamide monohydrate (CPA) was administrated intraperitoneally once to a positive control group at 70 mg/kg. After anesthesia by CO 2 inhalation and euthanasia by exsanguination of all animals 24 h after the final administration, bone marrow slides were prepared according to the method of Schmid [13] . A total of 2000 polychromatic erythrocytes (PCEs) per each animal were scored to evaluate the frequency of micronucleated polychromatic erythrocytes (MNPCEs). As an indicator of cytotoxicity, the PCE/(PCE + normochromatic erythrocyte [NCE]) ratio was calculated by counting 500 erythrocytes per each animal.
Statistical analysis
The statistical analyses for the in vitro chromosomal aberration test, according to the published statistical procedure [14] , were conducted in SAS/STAT software (Ver. 9.2 SAS; Institute Inc., USA). The frequency of PP + ER and the number of aberrant metaphases (excluding gaps) were evaluated with χ 2 -test and Fisher's exact test. The statistical evaluation of the in vivo micronucleus test was performed according to the published statistical procedure [15] . The number of MNPCEs between the control and dosing groups was evaluated with Kruskal-Wallis H-test and Dunn's Rank Sum test. The PCEs/(PCEs + NCEs) ratio between the control and dosing groups was evaluated by ANOVA test and Dunnett's test. The changes in body weight were analyzed with Bartlett's test and one-way parametric ANOVA. The results were considered statistically significant when the p value was less than 0.05. No statistical analysis was conducted in the bacterial reverse mutation test.
Results
Single-dose oral toxicity study
Clinical observations and body weight
No mortality or signs of toxicity were observed during the study.
Gross findings
No test article-related gross findings were observed in any animal.
3.2. 13-week oral repeated dose toxicity study
Clinical observation, body weight, food consumption, and ophthalmologic examination
No mortality or obvious clinical signs related to the test article were observed in any animal. Body weight and food consumption showed no significant differences between the control and dosing groups. No abnormalities were found in either sex of any group in the ophthalmologic examination. The body weight changes are presented in Fig. 1 .
Clinical pathology
No test article-related changes in clinical pathology were observed in any group. In the hematology results, a statistically significant decrease in APTT and increase in PT were noted in male and female at 3000 mg/kg/day on Week 13 (p < 0.01) respectively. These changes were considered of little toxicological significance since they were no microscopic correlates and marked the normal physiological ranges [16] . In the clinical chemistry results, statistically significant changes in CREA, TG, and PL noted in males or females were also considered incidental as they were inconsistent between sexes and showed no doserelated patterns. The hematology and clinical chemistry values are presented in Tables 3 and 4 , respectively.
Gross findings, organ weight, and microscopic examination
No test article-related changes were observed in the weight of any organ. In the macroscopic or microscopic findings, no test article-related lesions were observed in any group (data not shown). Some microscopic findings including cortical vacuolation of the adrenal glands or infiltration of mononuclear cell into several organs were observed, but they were infrequent, generally of low severity, and similarly distributed among control and dosing groups. The absolute organ weights are presented in Table 5 .
For the absolute organ weights, statistically significant increases in heart weight were noted in females with a dose-dependent pattern on Week 13 (p < 0.05), but the change was not considered toxicologically significant since there were no clinical-pathological changes associated with heart disorder and no histopathologic findings in heart. A statistically significant decrease in thyroid/parathyroid weight in males at 300 mg/kg/day was considered incidental since there was no dose-dependence and microscopic abnormality. The microscopic character of heart and thyroid was presented in Fig. 2 .
Allergic reaction
There were no significant changes in histamine concentrations in either sex of any group. A statistically significant increase in IgE concentrations in males at 300 mg/kg/day was observed, but the change was considered incidental since there was no dose-dependent and the concentration was close to basal level of total IgE in rats (≤30 ng/mL) [17] (Table 6 ).
Genotoxicity study
Bacterial reverse mutation test
There were no increases in the number of revertant colonies in the histidine-requiring S. typhimurium strains (TA98, TA100, and TA1537) and the E. coli strain (WP2uvrA) at any concentration compared to the vehicle control in either the presence or absence of S9 mixture. In S. typhimurium TA1535, the number of revertant colonies increased by 1.9 times at 5000 μg/plate compared to the vehicle control, but did not meet the criterion for a positive response (> 3-fold). On the other hand, the number of revertant colonies from the positive controls increased more than three times in the presence and absence of S9 mixture. The precipitation of the test article was observed at concentrations ≥61.7 μg/plate. The results of the reverse mutation test are presented in Table 7 .
3.3.2.
In vitro chromosome aberration test in CHL cells P. brevitarsis larva powder did not induce any significant increase in the frequency of metaphases with chromosomal aberrations at all concentrations after 6 and 22 h of treatment in either the presence or absence of S9 mixture ( Table 8 ). The number of aberrant metaphases in the positive control increased with statistical significance, supporting 0.081 ± 0.0103 0.078 ± 0.0052 0.080 ± 0.0166 0.081 ± 0.0070 Thyroid/parathyroid (g) 0.019 ± 0.0037 0.019 ± 0.0024 0.020 ± 0.0057 0.020 ± 0.0031
Each value represents the mean ± standard deviation. * Significant differences from control group (p < 0.05). the validity of the method used in this test.
In vivo micronucleus test in mice
No mortalities, clinical signs, or significant body weight changes related to the test article were observed in either sex of any group. P. brevitarsis larva powder did not induce any significant increase in the proportion of MNPCEs or decrease in the PCE/(PCE + NCE) ratio in any group compared to the vehicle control group (Table 9 ). Significantly increased frequencies of MNPCEs in the positive control group indicated the validity of the present method.
Discussion
Insects represent the largest group of animals in the world, with over 700,000 species. They have essential roles in maintaining natural ecosystems due to their diversity of functions, forms, and lifestyles. Because of their nutritional and pharmacological benefits, humans have consumed insects for thousands of years, and over 1400 edible insect species have been identified worldwide [18] . Insects are increasingly highlighted as an alternate dietary food to combat dietary insufficiencies driven by the explosion in the global population. Actually various kinds of insect products including mealworm flour pasta and cricket flour are currently produced in several countries. However, the potential toxicity and food safety of insects is frequently questioned.
As an edible insect, the toxicity of freeze-dried P. brevitarsis larva powder was evaluated in single-dose oral toxicity, 13-week oral repeated dose toxicity, and genotoxicity tests in compliance with OECD guidelines for the testing of chemicals. The results of the single-dose oral toxicity study showed that there were no test article-related acute changes in mortality, clinical signs, or body weight. From the results of the 13-week treatment, there were no test article-related changes in mortality, clinical signs, body weight, food consumption, or ophthalmology during the study period. Some statistically significant differences observed in the clinical pathology and organ weight were considered to be incidental, as the changes were inconsistent between sexes or displayed no dose-response relationships. Moreover, all microscopic findings were considered to be unrelated to the test article or common background findings in rats [19] . In the IgE results testing for allergic reaction, only male samples showed 4.1-, 1.6-, and 2.1-fold increases at doses of 300, 1000, and 3000 mg/kg/day, respectively, compared to the vehicle control group. However, the results showed large variations among individuals (data not shown) and no dose-dependence. Females did not show increases in IgE concentrations. In the recovery group, neither males nor females showed increases in IgE concentrations.
In the histamine test, both male and female samples of the dosing groups showed slight increases (male: 1.2-1.6-fold, female: 1.1-1.4fold), but no dose-dependence was observed. Neither male nor female samples of the recovery group showed significant increases in histamine concentrations compared to the vehicle control group. In laboratory rodents, the basal level of total IgE has been reported to be ≤30 ng/mL [17, 20] . Furthermore, the basal level of histamine has been reported to be 60-120 ng/mL or less in rats or mice [21, 22] . In the present study, the changes in total IgE and histamine were measured without an aberrant range against basal levels. It is unlikely that there were any effect on allergic reactions from P. brevitarsis larva powder in this study since previous studies have generally required the observation of large differences of up to a few hundred-fold to identify correlations between increases in IgE and histamine and allergenicity [23] [24] [25] . Since tropomyosin is known as a major cross-reactive allergen across invertebrates including insect however, the identification may be useful to check for further allergenicity test [26] . The systemic exposure measurement from further toxicokinetic analysis may also useful to estimate a correlation between the observed changes and the test item although the toxicokinetic evaluation is not required to be recognized as a food source.
The genotoxicity tests, including bacterial reverse mutation of S. typhimurium and E. coli, chromosome aberration of CHL cells, and micronucleus formation, indicated that there was no mutagenicity related to P. brevitarsis larva powder treatment. In the bacterial reverse mutation test, the number of revertant colonies increased in a dosedependent manner in the presence and absence of S9 mixture in the S. typhimurium TA1535 strain, which reverted from auxotrophy to prototrophy via base substitution mutations; however, this was just lower than 2 times increase and also did not meet the criterion of a positive result, defined as an increase of over 3-fold [27] . There were no increases in the number of revertant colonies in other strains tested.
Conclusions
The results of the single-dose oral toxicity and 13-week oral repeated dose toxicity experiments suggest that the maximum tolerated dose of test samples (MTD) of freeze-dried powder of P. brevitarsis larva in rats is greater than 5000 mg/kg and that the no-observed-adverseeffect level (NOAEL) is 3000 mg/kg/day in rats, the highest dose tested. The results of the genotoxicity tests indicate that freeze-dried P. brevitarsis larva powder is not genotoxic. Therefore, freeze-dried P. brevitarsis larva powder shows no evidence of toxicity under the present experimental conditions.
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